enzymatically, as previously described.9 All of the patients were receiving nonsteroidal anti-inflammatory agents; seven patients were also receiving small doses of corticosteroids (-5 mg/day). After removal of the adipose tissues the specimens were minced into small pieces, then washed three times in phosphate buffered saline (PBS). These synovial tissues were treated with PBS+0-25% trypsin (Nakarai Chemicals Ltd, Kyoto, Japan) for 40 minutes at 37'C, after which the cells in the supernatants were collected. The cells were washed three times in PBS, suspended in Nutrient Mixture F12 (HAM-F12; Gibco Laboratories, Grand Island, New York, USA) supplemented with 10% fetal bovine serum (FBS; Gibco), 5x1O-5 M 2-mercaptoethanol (Nakarai), 100 U/ml penicillin, and 100 [tg/ml streptomycin (Gibco), and cultured at 37°C in a humidified atmosphere of 95% air and 5% carbon dioxide. Fibroblast like and macrophage like cells each comprised 40-50% and dendritic cells -5% of the total cell population from the original synovial specimens. Subcultured ASC were established by treating the primary adherent synovial cell culture with 0-05% trypsin for five minutes at 37°C, then replating at a reduced cell density.
Articular synovium is considered to be the most important site of chronic inflammation in rheumatoid arthritis (RA). Dayer et al have shown that cultured adherent synovial cells (ASC) dispersed from the lining of rheumatoid synovium produce large amounts of prostaglandin E2.' Prostaglandin E2 probably contributes to the destruction of cartilage and to changes in immune functions,2 and its synthesis increases in response to various inflammatory stimuli, including interleukin-1. Recent (PBS) . These synovial tissues were treated with PBS+0-25% trypsin (Nakarai Chemicals Ltd, Kyoto, Japan) for 40 minutes at 37'C, after which the cells in the supernatants were collected. The cells were washed three times in PBS, suspended in Nutrient Mixture F12 (HAM-F12; Gibco Laboratories, Grand Island, New York, USA) supplemented with 10% fetal bovine serum (FBS; Gibco), 5x1O-5 M 2-mercaptoethanol (Nakarai), 100 U/ml penicillin, and 100 [tg/ml streptomycin (Gibco), and cultured at 37°C in a humidified atmosphere of 95% air and 5% carbon dioxide. Fibroblast like and macrophage like cells each comprised 40-50% and dendritic cells -5% of the total cell population from the original synovial specimens. Subcultured ASC were established by treating the primary adherent synovial cell culture with 0-05% trypsin for five minutes at 37°C, then replating at a reduced cell density.
CLONING OF SYNOVIAL CELLS
Synovial cell cloning was performed on nine patients by limiting dilution. Dispersed cells were suspended in the culture medium and distributed in each well of Microtest plates (Falcon 3072) at a density of 0-6 cells/well. They were incubated at 37°C in a humidified atmosphere of 95% air and 5% carbon dioxide. The day after the cloning of the synovial cells each well was carefully examined with a microscope to ascertain that only a single cell existed. If two or more cells were observed the well was excluded from the study. After 30 days of primary culture each adherent cloned cell was passaged once in two weeks by trypsin treatment.
PROSTAGLANDIN E2 PRODUCTION OF SUBCULTURED, AND CLONED ASC
The subcultured (second to fourth passage) ASC from five patients were placed in 96-well plates at about 3 x 103 cells/well in 0-2 ml of culture medium, and incubated with 2-mercaptoethanol free medium for 24 hours in the presence or absence of histamine (histamine dihydrochloride; Kanto Chemical Co, Tokyo, JaNan) at varying concentrations (1 x 10-8-5 x 10-mol/l). The culture supernatants of each well were stored at -70°C until prostaglandin E2 assay. After the supernatants had been collected the cells were removed from each well by trypsin and the number of viable cells was counted with trypan blue dye exclusion. Most The histamine concentrations used and the method of stimulation in the present experiments were similar to those reported to enhance the production of prostaglandin E2 from cultured ASC8.12 As mast cells may degranulate in response to the anaphylatoxins C3a, C4a, and CSa derived from the interactions with the complement and immune complexes, mast cells present in the synovial tissues or synovial fluids might contribute to the release of histamine.'3 The mechanism by which histamine increases the production of prostaglandin E2 by ASC is not clear, but it has been reported that production of prostaglandin E2 induced by histamine is mediated via the histamine H, receptor. 8 14 Moreover, early in the culture ASC released 
